To determine level, variability and functional annotation of gene expression of the human retinal pigment epithelium (RPE), the key tissue involved in retinal diseases like age-related macular degeneration and retinitis pigmentosa. Macular RPE cells from six selected healthy human donor eyes (aged 63-78 years) were laser dissected and used for 22k microarray studies (Agilent technologies). Data were analyzed with Rosetta Resolver, the web tool DAVID and Ingenuity software.
Background
The retinal pigment epithelium (RPE) is a multifunctional neural-crest derived cell layer, flanked by the photoreceptor cells on the apical side and the Bruch's membrane (BM)/choroid complex on the basolateral side. Among others, the RPE supplies the photoreceptors with nutrients, regulates the ion balance in the subretinal space and recycles retinal from the photoreceptor cells, which is necessary for the continuation of the visual cycle. [1] It also phagocytoses and degrades photoreceptor outer segments and absorbs light that is projected onto the retina. [1] Finally, the RPE secretes a number of growth factors that maintain the structure and cellular differentiation of the adjacent tissues. [1] The importance of the RPE in vision is illustrated by the major involvement of this monolayer of cells in genetically determined retinal diseases like age related macular degeneration (AMD) and retinitis pigmentosa (RP). [2] Since the great majority of genes implicated in AMD or RP are expressed in either the RPE or the photoreceptors, the identification of additional genes highly expressed in the RPE may provide valuable clues in the search for new genes involved in retinal disease. [2] [3] [4] [5] [6] Obviously, the functional properties of RPE cells are determined by the genes they express and the proteins they encode. Although the RPE cell is one of the best studied neural cell types, [3] [4] [5] [6] [7] [8] [9] [10] [11] [12] large scale assignment of expressed genes to the RPE has been largely dependent on RNA based studies. Assignment of proteins to the RPE has been hampered by its autofluorescence and melanin content. Large-scale RPE related expression studies were performed using cDNA arrays, serial analysis of gene expression (SAGE), expressed sequence tag (EST) analysis, and multiple RT-PCRs. The number of eyes used in these studies ranged from one to fifteen, and the number of genes under investigation from 29 to 30,000. [8] [9] [10] [11] [12] While these studies provided valuable information, they were limited in either the number of genes or the number of eyes under investigation, or they lacked specificity due to the tissue sampling method used. Moreover, most or all of these studies focused on the mean gene expression profile of all samples together, rather than documenting potential interindividual differences. [8] [9] [10] [11] [12] A robust and specific dataset on RPE expression levels from a substantial number of individuals is lacking and a great deal remains unknown with regard to the interindividual expression differences.
A number of biological processes and cellular functions of genes expressed in the RPE were described in three of the above mentioned studies. [8, 10, 12] All three identified protein metabolism and signal transduction as an important functional class of genes expressed by the RPE. [8, 10, 12] Similarly, cell structure, [8, 10] cell proliferation, [8, 10] gene transcription [10, 11] and energy metabolism were described in two out of three studies. Finally, individual studies also identified overrepresentation of membrane proteins, [10] transport or channel proteins, [10] heat shock proteins [10] and vitamin A metabolism. [11] In a recent microarray study we compared RPE gene expression in the macula with the retinal periphery and demonstrated, among other things, consistent differential expression of extracellular matrix genes corresponding with proteins in BM. [13] The aim of the current study is to describe the gene expression levels and the interindividual variation in gene expression of native human macular RPE cells in a systematic fashion. In addition, we annotate the functions and biological pathways associated with RPE expressed (disease) genes.
To our knowledge this is the first study to present data on (interindividual differences in) human macular RPE gene expression and interindividual differences on a large scale of 22,000 genes, resulting in a further detailed description of the RPE transcriptome.
Results
RNA from six selected human macular RPE samples was hybridized to six custom made 22 k microarrays enriched for neural transcripts. We functionally annotated and analyzed the data using Rosetta Resolver, the web tool DAVID and Ingenuity software, with regard to gene expression level and variability as well as functional annotation. Furthermore, we specifically looked at the expression levels and variability of retinal disease genes.
Analysis of gene expression levels (μ int )
The mean expression intensities (μ int ) ranged from 73 to 690,113 (arbitrary units), (see Additional file 1: Expression level and interindividual variation in all genes on the custom microarray). The distribution of μ int across percentile bins of 10 percent of all genes is shown in Figure 1 . We used the 90 th , 50 th and 10 th percentile of the μ int to categorize our data into groups with high (> 90 th ), moderate (50 th -90 th ), low (10 th -50 th ) and very low (< 10 th ) expression. We focused our analysis on the biologically most relevant gene groups with high, moderate and low gene expression levels. These categories yielded 2,194 genes with high RPE expression, 8,776 genes with moderate expression and 8,776 genes with low expression. The results of the overrepresentation analysis are presented below, and in Table 1 . The overrepresentation analysis of all expressed genes,irrespective of their gene expression level (Table 1) , did not yield additional functional categories apart from ECM-receptor interaction, and is not presented separately.
Genes with high expression levels (μint > 90th percentile, n = 2,194)
We considered the group of highly expressed genes the most biologically relevant, and, consequently, for this group bioinformatic analysis was more extensive than for other categories. In addition to a Kegg pathway analysis, we also performed an Ingenuity analysis of the overlap between our highly expressed genes and those identified in the literature. Kegg pathway analysis revealed oxidative phosphorylation, ribosome and ATP synthesis as significantly overrepresented pathways (Benjamini-Hochberg p value < 0.001) ( Table 1 ). There was an overlap of 1,407 genes between the highly expressed genes of the RPE transcriptome and the genes identified in retina/RPE genes identified in at least two studies in the literature. [14] Ingenuity analysis of the overlapping genes revealed oxidative phosphorylation as the most significant pathway involved. Comparison of our highly expressed genes to those expressed only in RPE studies (n = 17), [14] showed a clustering of genes in the cell-cell signaling and interaction network ( Figure 2 ).
The thirty most highly expressed RPE genes from our data set are presented in Table 2 . Most notably, this list contains two glutamate transporters (SLC1A2 [genbank:AF131756] and SLC17A7 [genbank: NM_020309]) [15] , one of which is known to be expressed in the RPE (SLC17A7 [genbank: NM_020309]) [14] and a gene (CST3 [genbank: NM_000099]), that was previously suggested to have an association with AMD, [16, 17] [14, 20] and HSP90B1 [genbank: NM_003299]) [21] and two genes that play a role in the protection against oxidative stress (MT1A [genbank: K01383] [22] , and TP53 [genbank: NM_000546] [23] ). Finally, we identified a number of genes with a relevant cellular function described in other tissues than the retina, like CLU [NM_001831] (complement system) and ACN9 [NM_020186] (gluconeogenesis). [24, 25] Genes with moderate expression levels (μ int 50 th -90 th percentile) Upon analyzing this group of 8,776 genes, we found a statistically significant overrepresentation of the Kegg pathways phosphatidylinositol signaling and aminosugars metabolism (Benjamini-Hochberg p value < 0.001) ( Table 1) .
Genes with low expression levels (μ int 10 th -50 th percentile) Among the 8,776 genes with low expression levels there was a statistically significant overrepresentation of the neuroactive ligand-receptor interaction (Benjamini-Hochberg p value 0.001), long-term depression, O-glycan biosynthesis and calcium signaling pathways (Ease score p value < 0.001) ( Table 1) .
Analysis of gene expression variability (CV)
We analyzed the interindividual variability in gene expression (CV) among the 19,746 genes with expression levels in the RPE higher than the 10 th percentile, (see Additional file 1: Expression level and interindividual variation in all genes on the custom microarray). Aside from the overrepresented cluster ECM-receptor interaction (Ease score p value < 0.001)( Table 1) , this yielded little extra information compared to the CV assignment in subcategories of high, moderate and low expression levels (Table 1 and below), and is not presented in detail here. The thirty genes with the highest interindividual variation in expression levels in our dataset are presented in Table 3 .
Genes with high interindividual variability (CV > 90 th percentile)
Among the 390 genes with both a high CV and high μ int there was an overrepresentation of genes involved in antigen processing as well as the complement and coagulation cascades. The 824 genes with a high CV and moderate μ int showed an overrepresentation of genes involved in focal adhesion and cytokine-cytokine receptor interaction, and the 762 genes with high CV and low μ int showed an overrepresentation of genes involved in type I diabetes mellitus. The latter group contains mainly major histocompatibility complex genes and interleukin 1α [genbank: NM_000575]. Table 4 shows the thirty genes with the most stable expression in macular RPE. Among the expressed genes (μ int > 10 th percentile) with stable RPE gene expression (CV < 10 th percentile, n = 1,972) there were no genes overrepresented in Kegg pathways. One hundred and ninety four of these 1,972 genes had high expression levels, 1,064 had moderate expression levels and 714 had low expression levels. Using the DAVID software, a significant overrepre-sentation of genes in the glycosaminoglycan degradation pathway was found in the group of 194 genes with stable expression and high expression levels (Ease score p value < 0.001) ( Table 1) .
Genes with low interindividual variability (CV < 10 th percentile)

Gene expression analysis of known retinal disease genes Known macular disease genes
We then investigated both the expression levels and interindividual expression differences of 14 macular disease genes in our RPE gene expression dataset ( Table 5 ).
[26] In terms of expression levels, 63 percent of the macular disease genes were found in the top 10 percent of genes with high macular RPE expression levels. In terms of variability, 50 percent of the macular disease genes were found in the top 10 percent of genes with highly variable macular RPE expression levels. In addition, none of the macular degeneration genes were found in the 10 percent of genes with stable macular RPE expression.
A number of genes currently known or suggested to be associated with AMD, showed high (C3 , all these genes also showed high interindividual variation.
Known peripheral retinal disease genes
Finally, we analyzed the gene expression levels and interindividual differences in expression of 93 genes known to be involved in diseases of the peripheral retina[26] in our macular RPE expression dataset ( Table 6 ).
Of this group, 32 percent were found in the 10 percent of genes with high expression levels in the macular RPE. Eleven percent of the known peripheral disease genes were found in the 10 percent of genes with high interindividual variation in expression in the macular RPE.
Discussion
This study presents the first comprehensive analysis of the macular RPE transcriptome, with a focus on interindividual differences in RPE gene expression levels. We based our analyses on microarray data from six healthy human donor eyes. In addition, we performed a Kegg pathway analysis on genes with high, moderate and low expression levels and on genes with high and low interindividual variation in expression.
Only five genes from our top 30 most highly expressed RPE genes were previously known to be expressed in the human RPE in vivo: SLC17A7
[genbank: NM_020309] [14] , CST3 [genbank: NM_000099]) [18] , PTGDS [genbank: NM_000954] [17] , TTR [genbank:
Distribution of the mean intensity (μ int ) of all genes across percentile bins of 10 percent NM_000371] [14] and HSP90B1 [genbank: NM_003299]) [21] illustrating the lack of knowledge on the RPE transcriptome.
Strengths and limitations of the study design
A recent statistical review suggested that a microarray study investigating a single tissue type, requires 6 biological replicate samples to draw statistically significant conclusions. [27] Consequently, we used the RPE gene expression from 6 different individuals. Previous RPE gene expression studies were based on less than six eyes, with the exception of a single cDNA microarray study limited to 4,325 genes that was based on 15 individuals. [8] [9] [10] [11] [12] Our study design has a number of strong points and limitations, previously described in detail. [13] In summary, the strength of our study design comes from our strict selection criteria for the donor eyes (see Figure 3 ), the use of a laser dissection microscope for high cellular specificity and minimal tissue manipulation, large scale analysis using a 22 k microarray and a common reference design for comparison of all samples. Overall, our study was designed to minimize gene expression differences due to sampling methodology (see Figure 3 ) and technical causes, avoiding unnecessary mechanical handling of the freshly frozen tissue, the use of laser dissection microscopy to isolate homogeneous cell samples, stringent control of RNA quality and amplification procedures.[9,11-Ingenuity analysis of the cross section of genes previously identified in RPE studies [14] with genes highly expressed in the RPE transcriptome Figure 2 Ingenuity analysis of the cross section of genes previously identified in RPE studies [14] with genes highly expressed in the RPE transcriptome. The resulting network shows a connectivity chart illustrating biological functions comprising genes, proteins and ligands related to cell-cell signaling and cell-cell interaction. This network contains 13 of the 16 genes entered into the analysis. Filled objects represent the genes entered, empty objects are genes introduced by the ingenuity software creating a connection between the entered genes. 13] Initially, we performed dye swap experiments as technical replicates for three of our samples in order to ascertain the potential variability induced by dye bias. We observed a high correlation between the data from our analysis including and excluding the dye swap experiment (data not shown). At the same time, , and others, used a similar study design as we did, and concluded that in a common reference design it is not necessary to perform dye swaps if the common reference is consistently labeled with the same dye. [28, 29] Potential gene-specific dye bias will affect all experimental samples equally, and therefore does not confound the comparisons. [27] Consequently, we decided to perform the remaining three experiments without a dye swap.
One of the methodological limitations of our study was the limited number of eyes that met our selection criteria. The availability of a larger number of eyes would render more robust results with regard to interindividual variation. Nonetheless, our data give a good first impression of variability in gene expression levels in the RPE. An additional limitation is that a small amount of photoreceptor contamination was inevitably present in our RPE sample, see also table 2. [8, 13, 30 ] Furthermore, we cannot distinguish possible transient from permanent gene expression level differences. Our study is also limited by the fact that the measurement of gene expression of individual genes by microarray is inevitably influenced by a number of factors, like oligo design and the continuous updates of the human genome sequence. To correct for this last limita-tion, we focused our analysis on groups of genes with a wide range of expression levels, rather than on individual gene expression levels. Finally, our cut off criteria for high and low expression levels and interindividual differences are arbitrary. While this may indeed have consequences for individual genes, the impact on our functional analysis, which is based on large numbers of genes, will be minimal.
Despite these limitations, our data, combined with data from other retinal gene expression studies (which use a range of techniques, like SAGE and RT-PCR, that bear their own limitations), [13, 31] contributes significantly to the currently expanding knowledge of the RPE transcriptome.
Functional assessment of native gene expression in the macular RPE
The notion that the identity of a cell type is determined by the genes it expresses, prompted us to analyze the native macular RPE transcriptome. In the following section we describe the overrepresented functional groups that we identified in the RPE.
Highly expressed RPE genes and oxidative stress
Both functional annotation with DAVID and Ingenuity analysis independently indicate a statistically significant overrepresentation of genes associated with oxidative phosphorylation and ATP synthesis in our dataset. This is in line with the fact that the RPE has a high metabolic activity and energy demand. The down side of this high Among these genes we identified five genes with known expression in the RPE (SLC17A7 [14] , CST3 [18] , TTR [14] , HSP90B1 [21] and PTGDS [17] ).
The SLC17A7 gene is a glutamate transporter, like the SLC1A2 gene which is also in the top 30 highly expressed genes. The CST3 gene was previously suggested to have an association with AMD [16, 17] . The list also contains two genes with a role in the protection against oxidative stress (MT1A [22] , TP53 [23] ). The GNGT1 gene, expressed in photoreceptors [30] , suggests the inevitable presence of photoreceptor contamination. Perc: percentile. activity is that the RPE has to deal with large amounts of oxidative stress. The oxidative stress in the RPE is further augmented by the light projected onto the retina combined with the rich oxygen supply and lipid peroxidation in phagocytosed rod outer segments. [1, 32] Given the high level of oxidative stress, the expression of genes contributing to the defense of the RPE cell against oxidative stress is essential for cell survival. Our data confirm this notion, which is highlighted by the expression of the MT1A [genbank: K01383] gene, a metallothionein, and the TP53 [genbank: NM_000546] gene in the top 30 most highly expressed RPE genes. Metallothioneins are thought to play a role in protection against oxidative stress; addition of TP53 [genbank: NM_000546] to human cell lines leads to a 50 percent decrease in reactive oxygen species. [22, 23] RPE and the immune system Our data show an overrepresentation of genes with highly variable expression in a number of pathways related to the immune system. We identified the following four pathways, the complement and coagulation cascades (high expression levels), the antigen processing and presentation pathway (high expression levels) and the cytokine-cytokine receptor interaction pathway (moderate expression levels). Both the antigen processing and presentation pathway and the type 1 diabetes mellitus pathway contain MHC genes responsible for antigen presentation. Cytokine production is highly sensitive to inflammation in the RPE. [33] The cytokine-cytokine receptor pathway contains a number of chemokines, small secreted proteins involved in the chemotaxic attraction of monocytes and neutrophils. The highly variable expression of genes involved in the immune system is most likely explained by both genetic differences and a variable degree of subclinical inflammation (local or systemic) among our donors.
RPE genes and the extracellular matrix (Bruch's membrane)
The close interaction of the RPE with Bruch's membrane (BM) is exemplified by the overrepresentation of genes in two pathways. The first pathway contains genes involved in extracellular matrix (ECM) receptor interaction. [ Collagen type IV, laminin and fibronectin are all main com-ponents of basement membranes, such as BM. Surprisingly, the genes in this group showed highly variable expression, which may indicate that the molecular composition of BM is different among individuals. Alternatively, it has been described that with age, the solubility of collagens in BM decreases significantly. [34] Thus, the high variability in expression levels of collagen genes between our samples can perhaps be explained by differences in the physiological donor age.
A second pathway that connects RPE expressed genes to BM is the glycosaminoglycan (GAG) degradation pathway. There was an overrepresentation of genes with stable and high expression in this pathway. GAG synthesis has been shown in cultured RPE and GAG's are secreted into the extracellular matrix and BM. [35] Interestingly, GAG's are rapidly turned over in the RPE, and the composition of GAG in BM changes with age. [35] [36] [37] Our data suggest there is a strict regulation of GAG turnover in the RPE, even in donors of different ages.
Additional RPE gene functions
In addition to the involvement of the RPE genes in oxidative stress, BM and the immune system, analysis of our data revealed the following two functional categories: protein synthesis and glutamate transport.
A high level of protein synthesis is essential for the RPE to maintain its multiple functions. [1] This is exemplified by the overrepresentation of genes with high expression in the ribosomal protein activity pathway.
Glutamate transport is an important process in the RPE. The top 30 most highly expressed RPE genes contained two glutamate transporters SLC1A2 [genbank: AF131756] and SLC17A7 [genbank: AF131756]. The latter transporter was already known to be expressed in the human RPE in vivo. [14, 38] Glutamate is an important neurotransmitter that is released from the photoreceptors both in a light influenced fashion, and upon apoptosis. Since high concentrations of glutamate are neurotoxic, re-uptake and transport of glutamate are essential for the normal retinal homeostasis. [38] Finally, in the overlap between previous RPE studies [14] and genes with high expression in our RPE transcriptome, these 13,000, we currently assign 7,231 genes to be expressed by the RPE, 1,407 of which are highly expressed. (see Additional file 2: overlap between highly expressed RPE genes and retina/RPE genes in at least two studies) In addition, the same review [14] suggested that 246 genes were expressed only in RPE studies. We assign 137 of these 246 genes to the RPE as well; 17 out of these 137 genes have high expression levels in our RPE transcriptome analysis. (see Additional file 3: overlap between highly expressed RPE genes and genes found only in RPE studies)
3: The top thirty genes with the highest interindividual variation in expression levels (CV) between six healthy human donors, sorted descending by coefficient of variation (CV). (Continued)
Finally, of the genes previously described to be specifically expressed either in the retina or the RPE in individual studies, [14] 39 genes are also present in our RPE transcriptome analysis. Twenty two of these 39 genes had high expression levels. (see Additional file 4: overlap between highly expressed RPE genes and retina/RPE genes in single studies)
While data on interindividual variation in RPE gene expression are lacking, functional properties of RPE genes have been investigated previously.
The combined functional annotation from three studies resemble our functional annotation in the following areas: gene regulation, transcription, protein metabolism, cell proliferation, survival and signaling, energy metabolism, cytoskeleton and inflammation. [8, 10, 11] The current study adds the following more specific functional categories, oxidative phosphorylation, ATP synthesis, ribosome, phosphatidylinositol signaling and aminosugars metabolism. Among the highly expressed RPE genes we identified an overrepresentation of the complement cascade and genes involved in the composition of BM.
Gene expression analysis of known retinal disease genes
In our macular RPE sample we observed that 63 percent of genes involved in macular disorders according to the literature,[26] had high expression levels. In contrast, only 32 percent of the peripheral retinal disease genes[26] were highly expressed in our sample. These figures may be biased, since the search for candidate genes has been focused on cell-specific highly expressed genes in the first place. The figures probably reflect the fact that RPE gene expression differences exist between the retinal macula and the periphery. [13] However, our data probably also imply that the mean expression level of a gene in the RPE is informative in the search for new candidate disease genes.
With respect to the variability in gene expression, we found that the interindividual differences of currently known macular retinal disease genes were somewhat higher than the overall pattern of variation seen in the entire array. Whether or not this finding is coincidental remains to be elucidated.
Conclusion
In conclusion, we present comprehensive data on (interindividual differences of the) gene expression profile of the RPE based on 22,000 genes from six different healthy human donors. This is the first study to describe the interindividual variability in gene expression levels from a microarray analysis of the RPE transcriptome.
Flow diagram of criteria used for the selection of donor eyes Figure 3 Flow diagram of criteria used for the selection of donor eyes. Donor eyes were required to meet all selection criteria before inclusion in the study. X indicates exclusion from the study. Donors were all between 60 and 80 years old in order to exclude the presence of undetected monogenic disorders. The presence of any known eye disease or malignancy was used as an exclusion criterion since both can alter (RPE) gene expression levels. Post mortem times were required to be less than 30 hours to reduce the effects of RNA degradation. Ocular abnormalities on visual or histological inspection served as exclusion criteria, specifically any signs of early AMD, defined by us as the presence of more than 1 druse per 10 histological sections. Poor morphology of the retina was also an exclusion criterion. There was no correlation between the height of gene expression (μ int ) and the interindividual variability (CV) (data not shown). We noted a more than hundred fold difference in CV between genes with stable expression and genes with variable expression levels.
Our data show that the RPE most likely has high levels of protein synthesis, a high energy demand and is subject to high levels of oxidative stress as well as a variable degree of inflammation. Finally, our data show high interindividual variability in expression of ECM genes and indicate a high and constant level of glycosaminoglycan (GAG) turnover, two functions related to BM.
The fact that large interindividual differences exist in the expression of a number of known retinal disease genes has not only functional implications, but is also relevant for new candidate disease gene identification and the development of dose-dependent (gene) therapeutic strategies.
Methods
Human donor eyes
This study was performed in agreement with the declaration of Helsinki on the use of human material for research. Material used in this study was provided to us by the Corneabank Amsterdam. In order to minimize genetic heterogeneity, we selected six eyes from a total of 200 human donor eyes using strict selection criteria, (see Figure 3) . In summary, donors were excluded when their age was not between 60 and 80 years, when they had an eye disease or any form of malignancy and when the time between death and enucleation of the eye was more than 30 hours. Furthermore, eyes were excluded when they showed any abnormalities upon visual or histological examination: more specifically, when more than one druse was seen in 10 histological sections, or when retinal morphology was poor. All donors were Caucasian, five were male, one was female. The donors died of cardiovascular or cerebrovascular causes or of chronic obstructive pulmonary disease. Donors did not have a known ophthalmic disorder or malignancy. Globes were enucleated between 14 and 27 hours post mortem and frozen several hours later according to a standard protocol. Donors were aged 63 to 78 years at the time of death. We chose old donors in order to minimize the likelihood of the presence of yet undiagnosed monogenic eye diseases. This does not rule out the presence of the most common retinal disease in the old eye, age related macular degeneration (AMD). Therefore the donor retinas were thoroughly screened for early signs of AMD by histological examination (the presence of more than 1 druse in 10 sections). Visual examination and histological examination, including periodic acid Schiff (PAS) staining, indicated no retinal pathology in any of the donor eyes.
RPE cell sampling
Globes were snap-frozen and stored at -80°C until use. A macular fragment of 16 mm 2 with the fovea in its center was cut from each of the retinas, as described previously. [13] In summary, for each eye, 10 cryosections, 8 μm thick, spaced no more than 220 μm apart were stained with periodic-acid Schiff and microscopically examined for abnormalities, such as drusen indicative of early-AMD.
Twenty μm sections from the macular areas were used for the isolation of RPE cells. These sections were dehydrated with ethanol and air-dried before microdissection with a Laser Microdissection System (PALM, Bernried, Germany) b.
Study design
using a pulsed laser. A total of up to 10,000 RPE cells per eye were microdissected and stored at -80° Celsius.
RNA isolation and (single) amplification
Total RNA was isolated and the mRNA component was amplified essentially as described previously. [13] Next, the amplified RNA (aRNA) samples were quantified with a nanodrop (Isogen Life Science B.V., The Netherlands) and the quality was checked on a BioAnalyzer (Agilent Technologies, Amstelveen, The Netherlands). Subsequently, aRNA samples were labeled with either a Cy3 or a Cy5 fluorescent probe.
Microarray handling
A common reference design was applied in our microarray hybridizations using the common reference sample described in the study of van Soest et al (2007) . [13] In summary, the common reference sample consists of aRNA from a pool of RPE/choroid isolated from 10 donor eyes (mean age 60 years). aRNA from all six donors and the common reference sample was labeled. Subsequently, labeled aRNA from the donors was hybridized against the common reference sample to six 22 k custom arrays. Initially, a dye swap experiment was performed for three of the six donor samples in order to assess potential variability introduced by dye-bias for methodological reasons (see discussion). Dye swaps were disregarded in the final analysis. Arrays were enriched for sequences expressed in RPE, neural retina and brain (Agilent Technologies, Amstelveen, The Netherlands), (see Additional file 1: Expression level and interindividual variation in all genes on the custom microarray). Hybridization, washing and scanning were performed as described previously. [13] Data analysis Scanned images were processed with Feature Extraction software (v 8.5 Agilent). Data from all six hybridizations was analyzed with Rosetta Resolver software (Rosetta Inpharmatics). The signal of each of the six RPE samples was normalized using the common reference sample. This enabled a direct comparison of the six RPE samples (Figure 4) . We used six biological replicates in order to draw significant conclusions. [27] For each gene we calculated the mean signal intensity (μ int ) and standard deviation (σ) of the six biological replicates. While a limited number of genes is present on the array more than once, for the analyses of large groups of genes we regarded the number of entries on the array equal to the number of genes. Genes were grouped according to their mean intensity (μ int ). We defined μ int above the 90 th percentile as high expression, μ int between the 90 th and 50 th percentile as moderate expression and μ int between the 50 th and the 10 th percentile as low expression. We considered the genes in these three groups to have potential biological significance. Genes with a μ int below the 10 th percentile were considered to have very low expression with a doubtful biological significance.
In order to describe the interindividual differences in gene expression levels between all six eyes systematically, we calculated the coefficient of variation (CV), defined as the standard deviation divided by the mean (σ/μ int ), for each gene. We considered genes with a CV above the 90 th percentile to have "high" interindividual variation in expression and genes with a CV below the 10 th percentile to have "low" interindividual variation, or stable expression. Obviously, the categories for intensity and variability of expression were chosen somewhat arbitrarily, but they were essential to facilitate systematic analysis and to minimize the number of false positive results.
A functional analysis of Kegg pathways (Kyoto Encyclopedia of Genes and Genomes) was performed on genes with high, moderate and low expression levels and on genes with high and low interindividual variation using the DAVID online software. [41] Cut off criteria used were a pvalue of less than 0.001 using either a Benjamini-Hochberg correction or an Ease score, which is a modified Fisher's exact test [41, 42] .
We compared our RPE transcriptome to a compilation of the mammalian retina/RPE transcriptome, which is based on multiple independent gene expression studies of combinations of the neural retina/RPE/choroid in the literature [14] . Overlap between the two datasets was analyzed using Ingenuity Pathways Analysis (Ingenuity ® Systems) resulting in a connectivity network describing the underlying biology of RPE cells at the genomic and proteomic level[43].
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